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Abstract: An enzyme mixture (EM) of glucose oxidase, glucosyl transferase, and fructosyl transferase
can regulate glucose absorption into the body by converting carbohydrates in food to indigestible
oligosaccharides. We evaluated the antidiabetic effects of repeated oral administration of EM in db/db
mice. Seven-week-old db/db mice were divided into control, voglibose, and EM groups. Drugs were
administered orally mixed with limited feed for one month. Glucose levels were measured every
week. A meal tolerance test was conducted after overnight fasting, before the mice were sacrificed.
There were no differences in body weight or food intake between the groups. EM treatment reduced
blood glucose levels compared with those in the control group. Blood glucose levels during the meal
tolerance test were significantly lower in the EM group than those in the control group. A significant
decrease in triglyceride level and a tendency for decreased low-density lipoprotein were observed in
the EM group compared with in the control group. The Bacteroidetes-to-Firmicutes ratio was higher
in the EM group than that in the control group. EM may be useful for people at risk of hyperglycemia
or diabetes who need to safely regulate their blood glucose levels. EM may also improve lipid and
gut microbiota profiles.
Keywords: glucose oxidase; glucosyl transferase; fructosyl transferase; antidiabetic effect; gut
microbiota; lipid profile
1. Introduction
Diabetes mellitus (DM) is a chronic metabolic disease associated with public health
problems worldwide [1]. According to global estimates, in 2019, the prevalence of DM was
9.3% (463 million), and that of impaired glucose tolerance (IGT) was 7.5% (373.9 million);
these are expected to increase to 10.9% (700 million) and 8.6% (548.4 million), respectively,
by 2045 [2]. Type 2 DM (T2D), which accounts for approximately 90% of total cases, is
characterized by a progressive loss of adequate β-cell insulin secretion, often in the context
of insulin resistance [3]. The prevalence of T2D increases proportionally with increasing
body mass index [4].
Obesity management has benefits in T2D treatment and delays the progression from
prediabetes to T2D [5]. Increased physical activity and fitness combined with calorie re-
striction and weight loss are important in T2D treatment [6]. However, intensive lifestyle
interventions, such as diet and exercise, may be difficult to maintain in the long term and
demand great effort from individuals. Metformin is used as the first-line T2D pharma-
cotherapy in combination with lifestyle modifications, unless there are contraindications [7].
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Additional and/or alternative agents (sulfonylureas, thiazolidinediones, α-glucosidase
inhibitors, dipeptidyl peptidase-4 inhibitors, and sodium-dependent glucose transporter 2)
and injectable medications (insulin and glucagon-like peptide-1) may be considered, as
the disease progresses [7]. Complementary and alternative medications may include other
therapeutic approaches, although the underlying mechanisms remain to be elucidated [8].
The choice of medication is based on patient clinical characteristics and their pref-
erences. Considerations include their effects on cardiovascular and renal comorbidities,
efficacy, hypoglycemia risk, impact on weight, cost, and risks of side effects [7]. Various
antihyperglycemic drugs and several weight loss medications lower the risk of diabetes in
individuals with prediabetes [9]. However, no pharmacologic agent has been approved by
the U.S. Food and Drug Administration (FDA) specifically for diabetes prevention. Ad-
ditionally, the cost, side effects, and durable efficacy of these drugs require consideration.
For example, long-term use of metformin, despite having the strongest evidence, may be
associated with biochemical vitamin B12 deficiency, and the possibility of gastrointestinal
intolerance and lactic acidosis should be considered [10–12].
Transglucosidase (or glucosyl transferase) converts carbohydrates to oligosaccharides,
such as panose and iso-malto-oligosaccharide, which are fermented to fecal short-chain
fatty acids (SCFAs) by gut bacteria [13]. Oligosaccharides in the alimentary tract modulate
gut microbiota composition [13]. The microbiota is implicated in T2D pathogenesis and
treatment [8]. Transglucosidase decreases postprandial blood glucose levels in individuals
with IGT and T2D [14,15]. This enzyme is currently available in the supplement market and
has been acknowledged by the FDA as a new dietary ingredient. Enzyme supplements are
generally recognized as safe, although they may interfere with other medications. People
are taking more control of their health, and enzymes and other supplements are becoming
more popular. Recently, sales of enzyme supplements have been steadily increasing [16].
In this study, we evaluated the antidiabetic effects of repeated oral administration of
an enzyme mixture (EM) containing glucose oxidase, glucosyl transferase, and fructosyl
transferase in db/db mice. Furthermore, the composition of the gut microbiota was
analyzed before and after EM treatment.
2. Materials and Methods
2.1. Materials and Reagents
The EM supplement included glucose oxidase, glucosyl transferase, fructosyl trans-
ferase, catalase, amylase, and lactase and was provided by NERIG Inc. (Seoul, Korea).
The schematic representation of the activities of the enzymes contained in EM is shown in
Figure 1.
The main substances, namely glucose oxidase, glucosyl transferase, and fructosyl
transferase, play major roles in the generation of unabsorbed sugars. Glucose oxidase
converts glucose into organic acids. Glucosyl transferase converts maltose into gluco-
oligosaccharides that humans cannot digest, such as isomaltose. Fructosyl transferase
converts sucrose into fructo-oligosaccharides that humans cannot use, such as ketoses. The
other substances were included to create conditions in which these reactions can occur
rapidly or to reduce the likelihood of side effects. Catalase converts hydrogen peroxide,
a by-product, into water and oxygen. Amylase converts starch into saccharides such as
maltose. Lactase converts lactose into glucose and galactose. The origins and activities of
the enzymes contained in the EM are shown in Table 1.
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Figure 1. Schematic representation of the activities of the enzymes contained in the enzyme mixture evaluated in this study.
Carbohydrates are converted to indigestible oligosaccharides by the various enzymes.
Table 1. The origins and activities of the enzymes contained in the enzyme mixture.
Enzyme Reaction Step(s) Origin Activity (U/mg)
Glucose oxidase (III) Aspergillus niger 25
Glucosyl transferase (I) and (II) Aspergillus niger 7.5
Fructosyl transferase (I) and (V) Aspergillus niger 0.25
Catalase (IV) Aspergillus niger 125
Amylase (I) Aspergillus oryzae 1.25
Lactase (I) Aspergillus niger 1
Enzyme activities and dosage were determined through preliminary experiments
in vitro and in vivo. The α-glucosidase inhibitor voglibose was purchased from Sigma-
Aldrich (St. Louis, MO, USA). Vanilla Ensure Plus was purchased from Abbott Laboratories
(Columbus, OH, USA).
2.2. Animals and Experimental Design
Animal experiments were approved by the ChemOn Inc. Animal Experiment Ethics
Committee (Suwon, Korea) (protocol number: 2020-08-003). Six-week-old male db/db
mice (C57BLKS/J lar– Leprdb/Leprdb) were purchased from Central Laboratory Animal
Inc. (Seoul, Korea) and were housed one per cage with a 12-h light/dark cycle at 23 ± 3 ◦C
and a relative humidity of 55% ± 15%. They were maintained on PicoLab Rodent Diet
20 5053 (LabDiet, Columbia, MO, USA) and given free access to water. They were acclima-
tized for 1 week prior to the study.
The mice were randomized into three groups (n = 7 in each group) on the basis of
body weight and blood glucose levels assessed 1 day prior to initiating the experiment.
Voglibose (0.3 mg/kg/day) or EM (300 mg/kg/day) was mixed with powdered feed, and
limited feeding was performed using a mouse feeder shield (approximately 5 g/day, based
on a body weight of 33 g) for 1 month. The control group was only fed a limited amount of
powdered feed. Food intake was evaluated daily by measuring the remaining amount in
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the mouse feeder shield [17]. Blood glucose was measured once a week, 4 h after fasting
and 2 h after feeding, using a blood glucose meter (AGM-4000; Allmedicus, Anyang, Korea).
Body weight was measured twice a week. The meal tolerance test (MTT) was performed
after approximately 16 h of fasting on the 28th day of administration. Immediately after
the administration of the daily amount of drug dissolved in normal saline, Vanilla Ensure
Plus (0.21 g carbohydrate (CHO)/mL: 0.086 g/mL sugar and 0.128 g/mL maltodextrin)
was administered by oral gavage at a dose of 1.2 g CHO/kg body weight. The blood
was sampled via tail nick at 0, 15, 30, 60, 90, and 120 min post-gavage and immediately
analyzed for glucose levels.
2.3. Biochemical and Histopathological Examinations
Autopsy was performed 5 days after the MTT. Fasting blood glucose was measured at
autopsy after 12 h of fasting as follows. Autopsied animals were subjected to inhalation
anesthesia with isoflurane, and then, the blood was collected from the posterior vena cava.
After blood collection, the abdominal aorta and posterior vena cava were cut, and the
animals were bled out. The collected blood was placed in a vacutainer tube containing a
clot activator, left at room temperature for at least 30 min and then centrifuged at 3000 rpm
for 10 min. The obtained serum was transferred to a new tube and stored at −80 ◦C, until
biochemical analysis was performed. The liver, heart, spleen, stomach, and kidney were
removed and fixed in 10% neutral buffered formalin solution.
Total cholesterol, high-density lipoprotein (HDL), low-density lipoprotein (LDL),
triglycerides, aspartate aminotransferase (AST), alanine aminotransferase (ALT), and cre-
atinine were measured using a blood biochemical analyzer (AU680; Beckman Coulter,
Mishima, Japan). The fixed tissues were stained with hematoxylin and eosin for histopatho-
logical examination. Paraffin blocks were cut into 3–4-µm sections using a microtome
(RM2255; Leica Biosystems, Nussloch, Germany), and the sections were examined using a
fluorescence microscope (Eclipse 80i; Nikon, Kawasaki, Japan).
2.4. Gut Microbiota Analysis
Before the first administration of drugs and the day before autopsy, fresh fecal samples
were collected from individual animals and immediately stored in liquid nitrogen until
further processing. DNA was extracted from samples using a PowerSoil® DNA Isolation Kit
(MO BIO Laboratories, Carlsbad, CA, USA). After performing quality control, amplification,
sequencing, and library preparation were conducted using a Herculase II fusion DNA
polymerase Nextera XT Index Kit V2, following the 16S metagenomic sequencing library
preparation (Part #15044223 Rev. B) protocol on an Illumina platform at Macrogen (Seoul,
Korea) and yielding paired end reads.
2.5. Statistical Analysis
IBM SPSS Statistics version 25 (IBM, Armonk, NY, USA) was used for all statistical
analyses. Data are presented as the mean ± standard error of the mean (SEM). Statistical sig-
nificance was determined using the Student’s t-test. Comparisons between the control and
the voglibose or EM groups were performed. p of <0.05 indicated statistical significance.
3. Results
3.1. Antidiabetic Effects of EM Administration
There was no difference in body weight in the voglibose and EM groups compared
with the control group (Figure 2A). The voglibose group showed a significant increase in
food intake on day 24 compared with the control group (p < 0.05); however, there was
no difference at other measured time points (Figure 2B). There was no difference in food
intake in the EM group compared with in the control group.
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Figure 2. Antidiabetic effects of the enzyme mixture administration. (A) Body weight; (B) food
intake; (C) blood glucose 4 h after fasting; (D) blood glucose 2 h after feeding; (E) blood glucose at
autopsy 12 h after fasting; (F) blood glucose during the meal tolerance test; and (G) glucose area
under the curve during the meal tolerance test. Data are expressed as the mean ± standard error of
the mean (SEM; n = 7). * p < 0.05 and ** p < 0.01 vs. control (Student’s t-test).
A significant decrease in blood glucose was observed on days 22 and 27 in the vogli-
bose and EM groups compared with in the control group, when blood glucose was mea-
sured after fasting for 4 h (p < 0.050) (Figure 2C). The voglibose group showed a significant
decrease in blood glucose on day 22 (p < 0.050) and a tendency for decreased blood glu-
cose on days 15 and 27 when blood glucose was measured 2 h after feeding (p = 0.055)
(Figure 2D).
Compared with the control group, the EM group showed significant decreases in
blood glucose on days 22 and 27 (p < 0.050 or p < 0.010), and a decreasing trend was
observed on day 15 (p = 0.060). There was no difference between the voglibose and EM
groups compared with the control group at any other time point measured. The voglibose
and EM groups showed significant decreases in blood glucose compared with the control
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group, when blood glucose was measured at autopsy after 12 h of fasting (p < 0.010)
(Figure 2E).
In the MTT, the voglibose group showed a significant decrease in blood glucose at
0, 15, and 30 min compared with the control group (p < 0.050 or p < 0.010), and 35.14%,
35.89%, and 43.68% tendencies for decreased blood glucose were observed at 60, 90, and
120 min, respectively (Figure 2F,G). In the EM group, significant decreases in blood glucose
and the area under the curve were observed compared with those in the control group
(p < 0.050).
3.2. Biochemical and Histopathological Examination after EM Administration
There were no differences in HDL, AST, ALT, and creatinine levels in the voglibose
and EM groups compared with those in the control group; however, significant decreases
in total cholesterol of the voglibose group and in triglyceride level of the voglibose and
EM groups were observed (p < 0.05) (Table 2). There was no significant difference in
LDL, but decreases of 36.26% and 32.60% were observed in the voglibose and EM groups,
respectively. There was no difference in the histopathological examination results, such as
steatohepatitis regions, degenerative tubule numbers, mucosa thicknesses, in the voglibose
and EM groups compared with in the control group. Representative images are shown
in Figures A1–A3. The EM supplementation did not have any negative side effects in
the mice.
Table 2. Biochemical examination after EM administration.
Biochemical Analyte Control Voglibose EM
Total cholesterol (mg/dL) 83.00 ± 8.21 58.29 ± 3.06 * 75.29 ± 9.91
High-density lipoprotein
(mg/dL) 52.63 ± 5.38 43.46 ± 2.63 54.24 ± 7.62
Low-density lipoprotein
(mg/dL) 19.50 ± 3.61 12.43 ± 0.78 13.14 ± 1.20
Triglycerides (mg/dL) 124.50 ± 13.76 88.29 ± 6.64 * 91.14 ± 6.34 *
Aspartate aminotransferase
(U/L) 80.80 ± 6.83 82.41 ± 7.81 89.70 ± 9.75
Alanine aminotransferase (U/L) 49.97 ± 4.57 57.56 ± 4.19 61.10 ± 7.22
Creatinine (mg/dL) 0.29 ± 0.01 0.25 ± 0.03 0.28 ± 0.01
Abbreviation: EM, enzyme mixture. Data are expressed as the mean ± SEM (n = 7). * p < 0.05 vs. control (Student’s
t-test).
3.3. Gut Microbiota Analysis before and after EM Administration
To investigate the effects of EM on gut bacterial composition, the gut microbiota com-
positions before and after drug administration in the control, voglibose, and EM groups
were analyzed. Bacteroidetes was the most abundant phylum (57.11%–58.75%), and Firmi-
cutes was the second most abundant phylum (38.30%–40.17%) in all groups before drug
administration (Figure 3A). After 1 month, on the day before autopsy, Firmicutes was the
most abundant phylum (57.13%–71.70%), and Bacteroidetes was the second most abundant
phylum (27.27%–42.00%) in all groups (Figure 3B). The EM group had a significantly high
abundance of Bacteroidetes compared with the control group (p = 0.044). Before treatment,
no difference was observed in the Bacteroidetes-to-Firmicutes ratio among the three groups
(Figure 3C). After 1 month of treatment, the Bacteroidetes-to-Firmicutes ratio decreased
in all groups. However, the Bacteroidetes-to-Firmicutes ratio in the EM group was higher
than that in the control group, indicating improvement in the gut microbiota, although the
difference was not significant (p = 0.082).
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Figure 3. Gut microbiota analysis before and after enzyme mixture administration. Gut microbiota
composition before (A) and after (B) drug administration at the phylum level; (C) Bacteroidetes-
to-Firmicutes ratios; and (D,E) relative abundances of the Bacteroidaceae (D) and Prevotellaceae
(E) families. Data are expressed as the mean ± SEM, (n = 7). * p < 0.05 and ** p < 0.01 vs. control
(Student’s t-test).
Next, family-level results were examined (Figure 3D,E). The abundances of Bac-
teroidaceae were significantly increased in the voglibose and EM groups compared with
those in the control group (p = 0.021 and p = 0.009, respectively). The abundance of Pre-
votellaceae in the EM group was significantly higher than that in the control group after
one month of treatment (p = 0.039). Other families were not changed in the voglibose and
EM groups compared with those in the control group. The relative increase in the phylum
Bacteroidetes in the EM group was because of the increase in the microbial populations
of the Bacteroidaceae and Prevotellaceae families. Considering the EM mechanism, EM
indirectly affects the gut microbiota via a higher input of oligosaccharides in the gut.
4. Discussion
T2D is a metabolic disorder characterized by obesity-related insulin resistance [18].
While carbohydrate restriction may help maintain weight loss and maximize metabolic
benefits, it is difficult to maintain and demand great effort; enzymes such as transglucosi-
dase, which regulates glucose absorption, are relatively safe and may achieve the same
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results [14,15,19]. In this study, the antidiabetic effects of repeated oral administration
of EM, an enzyme supplement aimed at regulating sugar metabolism, were evaluated
in db/db mice. As expected, mice treated with EM showed lower blood glucose levels
without any negative side effects, as determined by biochemical and histopathological
examinations. Notably, EM administration improved the lipid and gut microbiota profiles.
In a preliminary study in which EM was administered orally twice daily for one
month, the blood-glucose-lowering effect was not as strong as expected, likely because
db/db mice exhibited severe weight gain and increased blood glucose levels as they aged,
and EM should be administered with a diet to be effective [20]. Therefore, in this study,
the drugs were mixed with a limited amount of feed. Based on the feed intake in the
preliminary study, the amount of feed given was 5 g/day, based on a body weight of 33 g.
This is approximately 80% of the minimum amount per day and considers the possibility
of loss and the minimum amount eaten by the mice. Thus, it was hypothesized that the
feed would be entirely consumed. There was no difference in feed intake among the
three groups; however, the mouse feeder shield was not well used at the beginning of the
experiment, and thus, the dietary intake was not accurately measured at that time [17].
Body weights tended to slightly decrease in all three groups, which is likely related to
the limited feed [20]. Theoretically, both the voglibose and EM groups inhibited glucose
uptake; however, there was no difference in body weight compared with that in the control
group during the study period.
The blood-glucose-lowering effect before and after feeding was more pronounced
than that in the preliminary study, suggesting that the treatment was effective because the
drug was administered with the feed. Additionally, the limited feed per se was thought to
have contributed to the effect by mitigating the continuous rise in blood glucose as the mice
aged [20]. Because T2D was improved by continuous administration of EM, blood glucose
during the MTT and fasting blood glucose at autopsy also showed significant differences
compared with those in the control group. Based on this study, EM is expected to exhibit
strong antidiabetic effects when administered with the diet.
Along with lowered blood glucose, the lipid profile, especially the level of triglyc-
erides, was significantly improved. When the content of dietary carbohydrate was high,
blood triglyceride levels increased [21]. It seemed that EM reduced the triglyceride levels,
because it reduced the amount of carbohydrates ingested. Reduction in the consumption
of added sugars, particularly added fructose, may translate into reduced diabetes-related
morbidity and premature mortality [22]. EM contains not only glucose oxidase and gluco-
syl transferase, which reduce glucose, but also fructosyl transferase, which reduces fructose.
This may have a similar effect to that by reducing the intake of added sugars.
In the stomach, EM converts carbohydrates in food to indigestible oligosaccharides,
which are then decomposed into glucose and absorbed in the small intestine by the activity
of various enzymes, such as maltase, sucrase, and lactase (WO2019093663A1). By this
mechanism, carbohydrates should be rapidly broken down into monosaccharides before
they reach the small intestine, and the added amylase and lactase effectively help with
this. All EM components are natural enzymes, and there is little possibility of side effects.
However, hydrogen peroxide, a by-product of glucose oxidase, may cause irritation at
high concentrations; therefore, catalase is added to prevent irritation [23,24]. Nevertheless,
previous studies have reported that glucose oxidase affects the intestinal environment
by utilizing oxygen to produce gluconic acid and hydrogen peroxide, which are toxic to
pathogenic bacteria but promote the survival of beneficial bacteria [25]. Reactive oxygen
species, such as hydrogen peroxide, are essential chemicals for resolving infectious disease
and are currently recognized to modify the microbiota composition and hence, improve
colonization resistance [26]. Cell-based studies have shown that hydrogen peroxide ex-
hibits a pathogen-repellent effect that reduces bacterial invasion [27,28]. An in vitro study
demonstrated that EM specifically inhibits the growth of Salmonella typhimurium without
inhibiting the growth of Bacillus subtilis, Escherichia coli, and Lactobacillus acidophilus (un-
published). Lactobacilli are beneficial probiotics, and their beneficial effects are linked to
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hydrogen peroxide, one of the factors they secrete [29–31]. However, the abundance of
Lactobacilli did not differ between three groups in this study.
Indigestible oligosaccharides help to regulate blood glucose and insulin levels, pro-
mote health and prevent diseases such as T2D [32]. Dietary fiber that includes oligosaccha-
rides has important beneficial effects on the microbiota in the large intestine [14,33,34]. EM
converts carbohydrates to indigestible oligosaccharides and modulates the gut microbiota
composition. In gut microbiota analysis in this study, the Bacteroidetes-to-Firmicutes ratio
was flipped, possibly because obesity is linked to alterations in the intestinal microbiota,
although a slight loss of body weight was achieved with the limited feed [35–37]. The
EM group showed a significantly high abundance of Bacteroidetes and a relatively high
Bacteroidetes-to-Firmicutes ratio compared with the control group after one month of treat-
ment. These findings are consistent with those in a previous study showing that the relative
proportion of Bacteroidetes in obese people is decreased compared with that in lean people
but increases with weight loss on a low-energy diet [37]. Treatment with transglucosidase,
a major component of EM, significantly increases the Bacteroidetes-to-Firmicutes ratio,
indicating that transglucosidase improves the growth of gut bacterial communities in T2D
patients [13]. The relative increase in the abundance of Bacteroidetes in the EM group was
mainly because of the increases in the abundances of Bacteroidaceae and Prevotellaceae.
Prebiotic-xylooligosaccharide-fed mice have a higher abundance of Prevotella species in
their gut microbiota than in control mice [38]. In response to acarbose, an increase in the
number of SCFA-producing taxa, such as Faecalibacterium, Prevotella, and Lactobacillus, has
been observed [39]. In this study, the EM group rather than the voglibose group showed
a relatively high abundance of Prevotella, a genus in the family Prevotellaceae, compared
with the control group. However, the effects of EM on the gut microbiota remain uncertain,
necessitating further studies.
EM can be used, regardless of liver or kidney function, because it converts carbohy-
drates to indigestible oligosaccharides. Additionally, EM may be taken in combination with
most antidiabetic medications; however, it would be better not to use it with α-glucosidase
inhibitors. In contrast to EM, α-glucosidase inhibitors delay the absorption of carbohy-
drates from the small intestine, acting as competitive inhibitors of enzymes needed to
digest carbohydrates, and thus have a lowering effect on blood glucose and insulin levels
after a meal [40]. EM and α-glucosidase inhibitors can be considered as similar classes,
in that they reduce the impact of dietary carbohydrates on blood glucose. Therefore, the
voglibose was used as a positive control in this study.
The strengths of this study are that the EM effect was confirmed with relatively
long-term administration rather than a single administration and the effect was clearly
confirmed upon administration with feed, which is consistent with the mechanism of
EM. The limitations of this study are that the study period was insufficiently long to
demonstrate the expected weight loss, the possibility that the limited feed was exceeded,
and that the mouse feeder shield was not well used at the beginning of the experiment,
and therefore, dietary intake could not be accurately measured at that time. However, later
in the experiment, dietary intake was measured aptly, there was no difference in dietary
intake among the groups, and EM showed antidiabetic effects without any side effects.
In conclusion, EM may be useful for people at risk of hyperglycemia or diabetes who
need to safely regulate their blood glucose levels. Additionally, EM may improve lipid and
gut microbiota profiles.
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Appendix A
Figure A1. Representative histopathological profiles of liver tissues: (A) normal diet control (n = 7);
(B) voglibose (n = 7); (C) enzyme mixture (n = 7). CV, central vein; PT, portal triad. Scale bars: 100 µm.
Figure A2. Representative histopathological profiles of the heart, spleen, and stomach tissues:
(A) normal diet control (n = 7); (B) voglibose (n = 7); (C) enzyme mixture (n = 7). WP, white pulp; RP,
red pulp. Scale bars: 100 µm.
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Figure A3. Representative histopathological profiles of kidney tissues: (A) normal diet control (n = 7);
(B) voglibose (n = 7); (C) enzyme mixture (n = 7). GL, glomerulus; BV, blood vessel. Scale bars:
100 µm.
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